A known volume of copper solution was added in water to get the desired concentrations. To prepare samples in 0.1 M phosphate buffer, pH-7.4, a known amount of ATSM-Cu(II) complex (powder) was added in the 1 mL of phosphate buffer. Note-ATSM-Cu(II) complex is insoluble in an aqueous medium; therefore for EPR measurement we mix the samples and then took it in the capillary tube for measurements. The EPR measurements of ATSM-Cu(II) in buffer were calibrated with the EPR spectra of Cu(II) solution in water (using double integration). Figure S3 . EPR spectrum of ATSM-Cu(II) complex (A) in DMSO and (B) 0.1 M phosphate buffer, pH-7.4. The ATSM-Cu(II) samples in DMSO were prepared by the addition of known volumes from a stock of 10 mM ATSM-Cu(II) complex. The total volume of the samples was 50 µL. To prepare samples in 0.1 M phosphate buffer, a known amount of ATSM-Cu(II) complex (powder) was added in the 1 mL of phosphate buffer. Note-ATSM-Cu(II) complex is insoluble in an aqueous medium; therefore for EPR measurement we mix the samples well and then used capillary tubes for the measurements. EPR measurements of ATSM-Cu(II) in buffer were calibrated with the EPR spectra of Cu(II) solution in water (using double integration, see Figure S2 ). The Cu(II) is reduced by ascorbate and then binds to BCA to form (BCA)2-Cu(I) complex. However, the presence of Atox1 protein in the reaction mixture inhibits the formation of (BCA)2-Cu(I) complex which suggests that Atox1 may bind Cu(I) more efficiently than BCA. Sodium dithionite reduces ATSM-Cu(II) immediately, also reported in the previous study.
